Renal cyst growth is attenuated by a combination treatment of tolvaptan and pioglitazone,
while pioglitazone treatment alone is not effective
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Supplementary Figure 1: Pioglitazone dose-dependently increases plasma adiponectin con-
centrations.

Wildtype mice were administered with diets containing increasing doses of pioglitazone. Plasma
adiponectin concentrations were measured, with each data point representing the average plasma
concentration of 1 mouse, measured in duplicate. Data are shown as fold change compared to the
untreated group (0 mg/kg/day pioglitazone). Data represent the mean £ SD. Significance was meas-
ured by one-way ANOVA followed by Tukey’s multiple comparisons test.
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Supplementary Figure 2: Additional mouse data from preclinical study

(a) Body weight of all mice at the start of the preclinical study after randomization. The body weight
of all groups did not significantly differ from each other. (b) Body weight of all mice at their respective
endpoints. (c) 2-kidney weight of all mice at their respective endpoints. (d) Blood urea concentra-
tions (mmol/L) of all mice at their respective endpoints. Each data point represents a single mouse.
The difference between single-drug treatment with tolvaptan-SD and the combination treatment was
non-significant. Data represent the mean + SD. Significance was measured by one-way ANOVA
followed by Tukey’s multiple comparisons test.
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Supplementary Figure 3: Higher magnification images of histology images
Enlarged images of the PAS-stained kidney section from each treatment group (shown in Figure 3D)
are shown. For each kidney, a magnified image of the cortex and medulla region is shown.
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Supplementary Figure 4: Gene expression of Pparg in mouse kidneys (left) and 3D-cultured
mIMCD3-Pkd1-- cells (right)

Expression of Pparg in kidneys of wildtype, untreated (i.e. cystic) iKspCre-Pkd1%' mice, pioglita-
zone-treated iKspCre-Pkd1%' mice, DMSO- and FSK-treated 3D cysts. In mouse kidneys, Pparg
expression was detectable in all groups, while in parallel in 3D cysts, no expression of the Pparg
gene was detectable via gPCR. Hprt expression was used as internal housekeeping gene. Data are
shown as fold change compared to wildtype kidneys. Data represent the mean £ SD. Significance
was measured by one-way ANOVA followed by Tukey’s multiple comparisons test. AU: arbitrary
units, FSK: forskolin.
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Supplementary Figure 5: Gene expression of other pioglitazone targets

Expression of genes encoding pioglitazone protein targets in kidneys of wildtype, untreated (i.e.
cystic) iKspCre-Pkd 1% mice and pioglitazone-treated iKspCre-Pkd1%! mice. Expression of Cisd1
and Ndufa9 is significantly downregulated in untreated kidneys, when compared to wildtypes. This
expression pattern is not corrected upon pioglitazone administration. Hprt expression was used as
internal housekeeping gene. Data are shown as fold change compared to wildtype kidneys. Data
represent the mean = SD. Significance was measured by one-way ANOVA followed by Tukey’s mul-
tiple comparisons test. AU: arbitrary units.
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Figure 4D
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Supplementary Figure 6: Full size Western blots of the cropped blots presented in Figures
4C, 4D and 4E.

The dotted lines indicate the band of interest shown in the main figure. Samples were run on the
same gel, image acquisition for each protein was done separately.



